. Diagrams of glycoprotein substrates. (A-G) Diagrams showing the signal sequences (black), disulfide bonds (red lines), free cysteine residues (red diamonds), glycosylation sites, and C-terminal epitope tags for glycoprotein substrates. The sequons in pCatC-HA, Hpx, and -GUS are numbered starting from the N-terminal sequon; pCatC mutants lacking one or more sequons are designated as pCatC-XYZ-HA, where XYZ is the list of mutated sequons. (A and B) Saposin (cyan) and granulin (magenta) repeat domains are separated by spacer segments that are excised to yield sapA-sapD and GranA-GranG. The arrow labeled GranS is the likely site for proteolytic processing of progranulin in cell extracts to yield pGranS based upon the location of glycosylation sites and relative protein mobility. (E and F) Cyan, magenta, yellow, blue, and green segments represent mature protein domains. White segments are removed by proteolytic processing. Sequons that are hypoglycosylated in STT3A-or STT3B-depleted cells are designated by blue and red labels, respectively. Black sequons are not hypoglycosylated by depletion of a single OST isoform. The asparagine residues of all sequons except the N 173 NT and N 272 GT in -GUS are within 15 residues of a cysteine residue. Figure S2 . An oxidoreductase-independent role for MagT1. (A) A diagram of -GUS12-MycDDK showing the signal sequence (black), protease processing sites (arrowheads), glycosylation sites, and free cysteine residues (red diamonds). (B and C) HeLa cells were treated with the indicated siRNAs for 48 h before transfection with the -GUS12-MycDDK expression vector (B) or the SHBG C362SC390S expression vector (C). Cells were pulse labeled for 5 min and chased for 20 min. Elimination of the cysteine residues near the C-terminal glycosylation sites in SHBG does not eliminate the requirement for STT3B and MagT1. Figure S3 . HeLa cells do not express endogenous TUSC3. (A) HeLa cells were transfected with a TUSC3 siRNA and a TUSC3-DDK expression vector. Cell extracts that were resolved by PAGE in SDS were analyzed by protein immunoblotting using anti-TUSC3 and anti-DDK sera. Background bands including the protein designated by the asterisk were insensitive to the TUSC3 siRNA. (B) HeLa cells were grown for 24 h after transfection with a TUSC3-DDK expression vector. Cell extracts prepared under nondenaturing conditions were immunoprecipitated using anti-STT3B IgG beads or nonimmune IgG beads (N.I. IgG). Eluates of the beads were analyzed by protein immunoblotting using anti-TUSC3 sera. MagT1 and TUSC3-DDK were both recovered in the STT3B immunoprecipitate. The protein designated by the asterisk did not coprecipitate with STT3B. The lower relative recovery of TUSC3-DDK compared with MagT1 in the coprecipitate is in part explained by the similar half-life of the OST complex (24 h) relative to the incubation period after transfection with TUSC3-DDK expression vector.
